Infection with Kaposi's sarcoma associated herpesvirus (KSHV) has been linked to the development of primary effusion lymphoma (PEL), a rare lymphoproliferative disorder that is characterized by loss of expression of most B cell markers and effusions in the body cavities. This unique clinical presentation of PEL has been attributed to their distinctive plasmablastic gene expression profile that shows overexpression of genes involved in inflammation, adhesion and invasion. KSHVencoded latent protein vFLIP K13 has been previously shown to promote the survival and proliferation of PEL cells. In this study, we employed gene array analysis to characterize the effect of K13 on global gene expression in PEL-derived BCBL1 cells, which express negligible K13 endogenously. We demonstrate that K13 upregulates the expression of a number of NFkB responsive genes involved in cytokine signaling, cell death, adhesion, inflammation and immune response, including two NF-kB subunits involved in the alternate NF-kB pathway, RELB and NFKB2. In contrast, CD19, a B cell marker, was one of the genes downregulated by K13. A comparison with K13-induced genes in human vascular endothelial cells revealed that although there was a considerable overlap among the genes induced by K13 in the two cell types, chemokines genes were preferentially induced in HUVEC with few exceptions, such as RANTES/CCL5, which was induced in both cell types. Functional studies confirmed that K13 activated the RANTES/CCL5 promoter through the NF-kB pathway. Taken collectively, our results suggest that K13 may contribute to the unique gene expression profile, immunophenotype and clinical presentation that are characteristics of KSHV-associated PEL.
Introduction
Kaposi sarcoma-associated herpesvirus (KSHV) is directly associated with Kaposi sarcoma and several lymphoproliferative disorders (LPDs) including primary effusion lymphoma (PEL) and multicentric Castleman's disease (MCD) [1] . PEL is a highly malignant plasmablastic tumor that most frequently affects body cavities such as the pericardial or pleural spaces [1] . This clonal B cell tumor is characterized by the lack of expression of most B and T cell markers and thus has a ''null phenotype'' [1] . PEL cells over-express genes involved in inflammation, cell adhesion and evasion, which is believed to contribute to their unique presentation in body cavities [2] .
A hallmark of all herpesviruses is their ability to establish a lifelong latent infection. Five major KSHV proteins are present in the cells latently infected with the virus, including LANA (Latency associated nuclear antigen), vCyclin, vFLIP (viral FLICE inhibitory protein, also called K13), vIL6, and vIRF3 [3, 4] . LANA, vCyclin and vFLIP K13 are transcribed from the same genomic region into a single tricistronic mRNA, which gets alternatively spliced into three transcripts [5] . The K13 gene encodes for a protein with homology to the prodomain of caspase 8/FLICE [6] .
The K13 protein was originally thought to protect KSHV-infected cells from apoptosis by preventing the activation of caspase 8/ FLICE and, as such, was classified as a viral FLICE inhibitory protein (vFLIP) [6] . However, subsequent work from our laboratory and others showed that K13 is a potent activator of the NF-kB pathway and manipulates this pathway to promote cellular survival, proliferation, transformation and cytokine secretion [7, 8, 9, 10, 11, 12, 13, 14, 15] .
To understand how viruses subvert host molecular pathways and cause cellular transformation has been a fascinating and challenging task. The advent of microarray technology has made it feasible to perform whole genome expression profiling of different disease states [16] . In the conventional method microarray data analysis, only the top few individual genes that are highly differentially expressed between two phenotypes are analyzed [16] . Although such individual genes may prove to be relevant for KSHV infection, it is increasingly doubted whether large fold changes in individual genes have more biological relevance as compared to smaller but coordinated fold changes in a set of genes encoding proteins that belong to a single pathway [17] . As in biological processes, genes often cooperate in the so-called biological pathways, and therefore analyzing microarray data at the level of pathways might yield better insights into biological mechanisms associated with the pathogenesis of a particular disease [18] . In addition, integrating genes into functional sets allow consideration of all genomic information available from a microarray platform rather than focusing on individual genes passing a certain significance threshold [17, 19, 20] .
Previous work from our laboratory and others has shown that ectopic expression of K13 in human umbilical vein endothelial cells (HUVECs) induces them to acquire a spindle cell phenotype, which is accompanied by exuberant production of pro-inflammatory cytokines and chemokines known to be involved in the pathogenesis of KS lesions [15, 21] . Using gene expression analysis, we further demonstrated that K13 may account for change in the expression of a significant proportion of genes following KSHV infection of vascular endothelial cells [22] . Although KSHV is also associated with PEL and MCD very little is known about the effect of K13 on gene expression in lymphoid cells. As such, in this study, we have studied the effect of ectopic K13 expression on gene expression and activation of signaling pathways in PEL-derived BCBL1 cells, which express negligible K13 endogenously. Furthermore, to determine whether K13 affects gene expression differently between lymphoma and vascular endothelial cells, we have compared our newly generated dataset of BCBL1 with our publicly available microarray expression dataset of K13-expressing HUVECs.
Materials and Methods

Cell lines and reagents
293T and BCBL1 cells were obtained from the American Type Culture Collection. The IL-6 dependent murine T1165 plasmacytoma cell line has been described earlier [23] . Polyclonal populations of BCBL1 cells expressing K13 and K13-ER TAM have been described previously [21, 24] . FLAG antibody was purchased from Sigma and mouse 8F6 monoclonal antibody against full length K13 was generated in our lab as detailed previously [25] . NF-kB inhibitors Bay-11-7082, IKK inhibitor VI and PS-1145 were purchased from Calbiochem (San Diego, CA) and Arsenic trioxide (As 2 O 3 ) was from Sigma-Aldrich (St. Louis, MO).
Gene chip human array
We used the human genome HGU-133 plus 2.0 arrays (Affymetrix, Santa Clara, CA); an oligonucleotide-probe based gene array chip containing ,50,000 transcripts, which provides a comprehensive coverage of the whole human genome.
RNA isolation and hybridization to Gene arrays
BCBL1 cells stably expressing empty vector MSCV or MSCV K13-ER TAM -encoding constructs were treated with 4OHT (20 nM) or solvent for 48 h. Total RNA was isolated using Qiagen RNeasy kit (Qiagen, Valencia, CA). Ten micrograms of total RNA was used to synthesize cDNA. T7 promoter introduced during the first strand synthesis was then used to direct cRNA synthesis, which was labeled with biotinylated deoxynucleotide triphosphate, following the manufacturer's protocol (Affymetrix, San Diego, CA). After fragmentation, the biotinylated cRNA was hybridized to the gene chip array at 45uC for 16 h. The chip was washed, stained with phycoerytherin-streptavidin, and scanned with the Gene Chip Scanner 3000. After background correction, data analysis was done using PLIER16 (probe logarithmic intensity error) algorithm using Gene Spring GX11.0 (Agilent Technologies, Santa Clara, CA). The microarray data has been deposited with NCBI GEO database (GSE37355).
Luciferase reporter assay
A luciferase reporter plasmid containing the RANTES promoter was kindly provided by Dr. Robert Schleliner (Northwestern University). Expression constructs for K13 and K13-58AAA and phosphorylation-resistant mutants of IkBa have been described previously [7, 26] . 293T cells were transfected in a 24-well plate with various test plasmids along with the RANTES luciferase reporter constructs (75 ng/well) and a pRSV/LacZ (â??-galactosidase) reporter construct (75 ng/well), as described previously [27] . Cells were lysed 24-36 hours later, and cell extracts were used to measure firefly luciferase and â-galactosidase activities, respectively. Luciferase activity was normalized by the â-galactosidase activity to control for differences in transfection efficiency.
Gene set enrichment analysis (GSEA)
Nonparametric gene set enrichment analysis (GSEA) was performed using GSEA 2.0 (Broad Institute, Cambridge, MA) [19] . This method ranks genes according to their relative difference in expression (Student's t-statistic) between two phenotypes of K13-ER TAM cell (with and without 4OHT treatment). GSEA compares this ranked list of genes to a large collection of pathway data gene sets and assigns an enrichment score, if gene is present in the dataset its score is increased and if it is absent the score is decreased. The enrichment statistics is the maximum deviation of running enrichment score from zero. The gene sets that significantly perform the random-class permutations are considered significant. A significance threshold was set at a nominal p-value of 0.05 and a false discovery rate (FDR),0.20, which is the estimated probability that a gene set with a given enrichment statistic represents a false-positive finding. The gene set with an FDR,0.20 indicates that the result is likely to be valid 8 out of 10 times.
Analysis of enrichment of Transcription Factor Binding sites (TFBS)
Transcription factor (TF) binding sites show the highest density around the transcription start site (TSS); therefore we restricted our analysis to 1000 bp upstream and downstream of TSS site. We used Biomart tool of Ensembl to retrieve 59 flanking regions of each transcript. The conserved non-coding regions of the promoters were searched for matches to all TFBS profiles both in TRANSFAC [28] and JASPAR databases [29] . Briefly, while searching both databases in TELiS (Transcription Element Listening System), the parameters were set in order to set an FDR,20% (TRANSFEC) or ,10% (JASPER) with corresponding p,0.01. We also validated the JASPAR and TRANSFAC predicted transcription factor binding sites in Matinspecter of Genomatrix (Genomatrix, Munchen) as well as oPossum data bases [30] .
Real-time PCR
cDNA was synthesized from RNA samples by PCR RNA core kit (Applied Biosystems, Bedford, MA). Real time quantitative reverse transcript-polymerase chain reaction (qRT-PCR) was performed with SYBER Green, using gene-specific PCR primers listed in Table S1 . Samples were run in triplicate, and PCR was performed by an ABI Step One Plus thermocycler (Applied Biosystems, Bedford, MA). To take into consideration any change in the reference housekeeping gene, we used 4 representative reference genes (GNBL, b-2-microglobulin, GAPDH and 18S RNA) to calculate normalization factor (NF) using geNorm [31] module in qbase PLUS software [32] . In addition, the efficiency (E) of PCR in each run was also determined. Both NF and E were used to report relative expression of the gene of interest using 2
2DD
ct method as detailed earlier [33] . The statistical significance of expression was calculated by two sided paired t-test and Pearson Correlation coefficient between gene expression array and real time PCR was calculated using R statistical software.
Cell viability and cell-cycle assays
To study the biological activity of K13-induced IL6 secretion, the supernatants from untreated and 4OHT-treated BCBL1 cells expressing vector and K13-ER TAM cells were analyzed for the growth of IL-6 dependent T1165 cells. T1165 cells from exponentially growing cultures were washed three times with hIL6-free medium and plated in a flat-bottom 96-well plate at a density of 5610 3 cells/well in the presence or absence of BCBL1 supernatants or hIL6. Cell viability was measured after 48 hours using the MTS reagent (3-4,5-dimethylthiazol-2yl)-5-(3-carboxymethoxyphenyl)-2-(4-sulfophenyl)-2H-tetrazolium, inner salt) following manufacturer's instructions (Promega, Madison, WI). Absorbance of viable cells was measured at 490 nm with 600 nm as a reference wavelength. Percent cell survival was calculated based on the reading of cells grown in the presence of hIL6 as 100%. DNA content analysis was performed as described previously [7] . Briefly, cell pellets were fixed in 70% ethanol, and incubated at 4uC overnight. For staining, the cell pellets were resuspended in 0.5 ml of 0.05 mg/ml Propidium Iodide (PI) plus 0.2 mg/ml RNAseA and incubated at 37uC for 30 minutes. Cell cycle distribution was analyzed on a BD Biosciences LSR II flow cytometry instrument.
Enzyme linked Immunosorbent assay (ELISA)
Human CCL5 (RANTES) was measured in the cell culture supernatant using a CCL5-ELISA kit from R&D systems (Minneapolis, MN) and following the recommendations of the manufacturer.
Results
Differential gene expression levels in BCBL1 -K13 cells
To study the impact of K13 on gene expression in PEL cells, we took advantage of the PEL-derived BCBL1 cells as they express negligible amount of K13 endogenously [24] . We had previously generated BCBL1 cells stably expressing a K13-ER TAM fusion construct in which K13 is fused in-frame to the ligand -binding domain of a mutated estrogen receptor [24] . The mutated estrogen receptor does not bind to its physiological ligand estrogen, but binds with very high affinity to the synthetic ligand 4OHT (4-hydroxytamoxifen) and regulates the activity of K13 in a 4OHT-dependent manner. The BCBL1 cells expressing either mock vector or K13-ER TAM were treated with 4OHT for 48 hours and RNA was harvested. High quality RNA was used to run gene expression array using Affymetrix HG-U133 plus 2 chip representing more than 50,000 annotated transcripts. Analysis of normalized fluorescence intensities indicated that in the cells expressing empty vector, expression ratios of most of the genes with and without 4OHT treatment remained close to 1 or changed slightly (#2), suggesting that 4OHT by itself does not have any significant effect on gene expression. In contrast, induction of K13-ER TAM expression by 4OHT treatment changed the expression ratio of a significant proportion of genes more than 2 fold (data not shown). Next, the gene array data was uploaded to Gene Spring GX11.0 software, and after median shift normalization the primary analysis was performed using PLIER16 algorithm, as recommended in the workflow of the software. 
Pathway enrichment in K13 expressing cells
We used a unique approach of defining the various biological pathways affected by K13, where expression ratios of all the genes in the dataset were used to divide genes in various sets in terms of their biological relatedness. Gene set enrichment analysis (GSEA) using pathway definitions from Biocarta gene sets database revealed 9 significant gene sets specifically affected by K13 expression at a nominal p-value,0.05 and FDR,0.20. There are several well-known pathways affecting the cellular growth and cancer progression in these gene sets, such as Cytokine, Death, NF-kB and Inflammatory pathways ( Table 2 ). In a complementary approach, GSEA using pathway definitions from Kyoto Encyclopedia of Genes and Genomes (KEGG) database revealed 10 gene sets significantly up-regulated in K13-expressing BCBL1 cells at a nominal p-value,0.05 and FDR,0.20. This analysis also identified several pathways linked to immune and inflammatory response and cell signaling, such as antigen processing and presentation, apoptosis, adipo-cytokine signaling, Toll like receptor signaling, cell adhesion molecules, epithelial cell signaling and cytokine-cytokine receptor interaction pathways (Table 2) . Thus, despite the difference in definition of gene sets using the KEGG and Biocarta databases, the pathways identified to distinguish cellular responses attributed to K13 expression were comparable. These well accepted and widely used databases not only differ in their pathway definitions, but also offer different analyzable gene sets. For example, the newly discovered HIV-NEF, NKT and neutrophil-controlling FMLP pathways were not present, as such, in the KEGG database, which could probably explain why they were identified only in the GSEA using the Biocarta database.
Comparative Analysis of K13 induced genes in BCBL1 and HUVEC cells
We have previously generated K13-ER TAM expressing HU-VEC and used them to study the effect of K13 on gene expression. We compared our newly generated gene expression data set of K13-ER TAM expressing BCBL1 with our publically available gene expression data set of K13-ER TAM expressing HUVEC (GSE16051) to determine if K13 affects genes differentially in different cell lineages, which could explain, in part, the distinct clinical presentations of clinical disorders associated with KSHV infection. Among the genes showing .2 fold induction following treatment with 4OHT, there were 42 genes that were shared between the BCBL1 and HUVEC data sets (Table S3 ). For example, Ubiquitin D was the most upregulated gene in 4OHT-treated BCBL1-K13-ER TAM cells and the second most upregulated gene in 4OHT treated HUVEC-K13-ER TAM cells. Additionally, genes belonging to the NF-kB, Cytokine and Inflammatory, HIV-NEF and NKT pathways were enriched in both datasets. Representative enrichment plots showing t-test for each correlated gene in the ranked dataset for Cytokine, NF-kB and inflammatory pathways are shown in Figure 1 .
Although there was an overlap in the pathways activated by K13 in BCBL1 and HUVEC cells, there was a significant difference in the types and magnitude (fold induction) of genes induced by K13 in the two cell types. Thus, 4OHT treatment resulted in .20 fold induction of 14 genes in HUVEC-K13- (Table S4 ). In contrast, CCL5 (9.4 fold) and IL32 (4.8 fold) were the only chemokines whose expression was upregulated greater than 4-fold by K13 in BCBL1 cells (Table 1) . Interestingly, suppressor of cytokine signaling 1 (SOCS1), a gene known to be involved in dampening of inflammatory response was upregulated 4.75 fold by K13 in BCBL1 cells but not in HUVECs (Table S4) . Taken collectively, the above results demonstrate that although K13 activates the NF-??êB pathway in both BCBL1 cells and HUVEC, it affects gene expression differentially in the two cell lineages and strongly upregulates genes belonging to proinflammatory chemokines mainly in HUVECs.
Transcriptional control of K13-induced gene expression
It has been well established that genes with common transcription factor (TF) binding sites have higher likelihood of sharing similar expression profiles [34, 35] . Indeed, it is a widely accepted hypothesis that genes that are co-expressed share common regulatory motifs [36, 37, 38] . Therefore, we next examined if genes induced by 4OHT treatment in K13-ER TAM expressing BCBL1 and HUVECs were coordinately regulated by common TFs. For this purpose, we searched the JASPER database for TFs with binding sites over-represented in promoters of genes upregulated by K13 in BCBL1 and HUVECs. In the newly generated gene expression data set of 4OHT-treated BCBL1 K13-ER TAM -expressing cells, there were 6 transcription factors whose binding sites were significantly over-represented in the promoters of K13-induced genes according to the JASPER database (p,0.01, FDR,0.10) ( Table 3 ). Among these, three belonged to Figure 1 . Gene set enrichment analysis. For Gene set enrichment analysis of signatures genes from BCBL1-K13 (top panel) and HUVEC-K13 (lower panel), the t-test was graphed for each correlated gene in the ranked dataset. Three GSEA enrichment plots for representative biological pathways (Cytokine, NF-kB and Inflammatory) enriched in 4OHT-treated BCBL1-K13-ER TAM and HUVEC-K13-ER TAM are shown. The top portion of each GSEA plot shows the running enrichment score for validated genes specific for particular pathway as it moves down the ranked list. The bottom portion of each plot shows the value of ranking matrices as it moves down the list of ranked genes. The red horizontal bar which terminate with blue color indicate shift from positively correlated genes (red) to negatively correlated genes (blue). Further detailed interpretation about these plots can be found at Broad Institute web site (http://www.broadinstitute.org/gsea/index.jsp). doi:10.1371/journal.pone.0037498.g001 (Genes upregulated more than 1.5-fold were analyzed using the JASPAR and TRANSFEC databases. Results with a p-value of less than 0.05 are shown. % input refers to the number of gene promoters bearing the specific motif compared to total number screened. doi:10.1371/journal.pone.0037498.t003
the members of the NF-kB/REL family. To confirm the results, we also searched the TRANSFAC database and similarly found over-representation of binding sites for the members of the NFkB/REL family among the promoters of the genes induced by K13 in BCBL1 cells. We next repeated the analysis with our previously published HUVEC dataset. There were 10 sites that were over-represented in JASPAR database using stringent parameters (p,0.01, FDR,0.10), while 14 binding sites were over-represented in TRANSFAC (p,0.01, FDR,0.15) database. Similar to the BCBL1 dataset, NF-kB/REL binding sites were again over-represented among the promoters of the genes induced by K13 in HUVEC in both databases. Thus, consistent with our published studies [9, 27] and the results of the pathway analysis, NF-kB/REL is the major transcription factor responsible for gene induction by K13 in both BCBL1 and HUVECs. However, in addition to NF-kB, several other TF binding sites were also overrepresented among the promoters of genes upregulated by K13.
Validation of in silico results
We validated our gene array data by determining mRNA expression of twenty-five highly expressed genes (TRADD, TNFSRF25, TNFSRF1B, RANTES/CCL5, SELE, CXCL10, BID, NFKB1A, NFKB1, LTbR, VCAM, LMNB2, CTSS, ALCAM, IL15, IL9, IL6, BIRC3, CIITA, HLADMB, IFNG, HLADQB1, HLADQ1, GAS2 and CD74) belonging to the cytokine, NF-kB, cell death, cell adhesion and antigen processing pathways (Table S5) . We found a good correlation with the expression of the above as determined by real-time RT-PCR and gene array data ( Figure 2) . As a control for the reliability of qRT-PCR experiments, the mRNA expression of various housekeeping genes such as GAPDH, 18S, GNBL, and b-2-microglobulin was K13-induced NF-kB pathway is known to be effectively blocked by Bay-11-7082 and arsenic trioxide [13, 39] . To examine the role of the NF-kB pathway in the expression of K13-regulated genes in BCBL1 cells, we studied the effect of Bay-11-7082 and arsenic trioxide on 4OHT induced gene induction in BCBL1-K13-ER cells by qRT-PCR analysis. As shown in Figure 3 , pretreatment of BCBL1 K13-ER TAM cells with Bay-11-7082 and arsenic trioxide effectively blocked the induction of TNFSRF1B, SELE, CXCL10, NFKB1A, LMNB2, IL6, IFNG, CIITA, CTSS and CD74 genes by 4OHT.
Mechanism of K13-induced RANTES/CCL5 upregulation
To study the mechanism by which K13 upregulates the expression of genes in BCBL1 cells in greater detail, we selected RANTES/CCL5 as a representative example since its expression was also induced by K13 in HUVECs. RANTES is an important protein involved in immunoregulatory, inflammatory and cell proliferation pathways [40] , making its mechanism of upregulation by K13 of biological and clinical significance. We began by validating the results of gene expression and qRT-PCR analyses by checking the effect of K13 on RANTES expression at the protein level. As shown in Figure 4A , we confirmed that expression of RANTES was up-regulated in the supernatant of BCBL1-K13-ER TAM cells upon treatment with 4OHT, as determined by ELISA.
To investigate the mechanism by which K13 upregulates RANTES expression, human embryonic kidney 293T cells were transfected with a luciferase-based reporter construct containing the RANTES gene promoter. K13 strongly activated the RANTES promoter as compared to empty vector-transfected cells ( Figure 4B ). Since NF-kB pathway was identified as the major Figure 3 . NF-kB inhibitors block K13-regulated genes. BCBL1 K13-ER TAM cells were treated with two NF-kB inhibitors (2 mM Bay 11-7082 or 2 mM As2O3) for 2 hours followed by 4OHT treatment for additional 24 hours and total RNA was isolated as described in the Materials and Method section. Nine genes were randomly picked and their relative mRNA levels were examined using real-time RT-PCR as explained in Figure 2A . doi:10.1371/journal.pone.0037498.g003 pathway induced by K13 by both the pathway analysis and JASPAR/TRANFAC database analysis, we next examined the involvement of this pathway in K13-induced RANTES transcriptional activation. For this purpose, we took advantage of a mutant of K13, K13-58AAA, which lacks the ability to activate the NF-kB pathway [7] . As shown in Figure 4C , K13-58AAA mutant failed to activate the RANTES promoter. Furthermore, K13-induced RANTES activity was effectively blocked by two phosphorylation-resistant mutants of IkBa (IkBa SS32/36AA and IkBaDN) ( Figure 4D-E) that are known to block the NF-kB pathway [27] , and by treatment with chemical inhibitors of the NF-kB pathway, including Bay-11-7082 [13] , IKK inhibitor VI [41] , PS1145 [42] and arsenic trioxide [39] . Collectively, these results confirm the involvement of the NF-kB pathway in K13-induced up-regulation of RANTES.
Biological consequences of K13-induced gene expression
We have previously shown that ectopic expression of K13 in Rat1 fibroblast cells stimulates cellular proliferation [8] and its shRNA-mediated silencing results in a block in cell proliferation [9] . To study the biological consequences of K13 in PEL, we studied the effect of 4OHT on cell cycle progression in BCBL1-K13-ER TAM cells. As shown in Figure 5A , 4OHT treatment of serum-starved BCBL1-K13-ER TAM cells resulted in an increase in cells in the S-phase as compared to the untreated cells (24.6% vs 14.8%), suggesting that K13 stimulates cell-cycle progression from G 1 to S phase. Treatment with 4OHT had no significant effect on cell cycle progression in the BCBL1-vector cells (data not shown). The stimulatory effect of 4OHT on G 1 to S phase transition was blocked by treatment with Bay-11-7082, thereby confirming the role of K13-induced NF-kB activation in this process ( Figure 5A ). In addition to stimulating the proliferation of KSHV-infected cells, K13 induced cytokine upregulation could contribute to the pathogenesis of KSHV-associated malignancies by stimulating the survival and proliferation of neighboring uninfected cells by acting in a paracrine fashion. To test this hypothesis, we examined the ability of conditioned supernatant from untreated and 4OHT-treated BCBL1-K13-ER TAM cells to support the survival of murine T1165 plasmacytoma cell line that requires IL6 for survival and proliferation [43] . As shown in Figure 5B , survival of T1165 cells was reduced to approximately 6% when grown in IL6-free medium for 72 hours. The addition of conditioned supernatant from untreated or 4OHT-treated BCBL1-vector cells afforded minor protection against IL6-withdrawal-induced cell death (approximately 25% cell survival), reflecting low-level constitutive IL6 secretion from the BCBL1 cells. The conditioned supernatant from untreated BCBL1-K13-ER TAM cells similarly resulted in only partial rescue from IL6-withdrawal-induced cell death ( Figure 5B ). In contrast, conditioned supernatant from 4OHT-treated BCBL1-K13-ER TAM cells markedly improved the survival (77% survival) of T1165 cells, reflecting upregulation of IL6 secretion by induction of K13 activity ( Figure 5B ). The survival advantage conferred by the conditioned medium from 4OHT-treated BCBL1-K13-ER TAM cells, however, disappeared if the cells were treated with both 4OHT and Bay-11-7082, confirming a role of K13-induced NF-kB in this process ( Figure 5B ).
Discussion
PEL is a rare subset of non-Hodgkin's lymphoma found in patients with HIV/AIDS that predominantly grows in the body cavities as neoplastic effusions, usually without a contiguous tumor mass [44] . Morphologically, PEL shows features that bridge immunoblastic and anaplastic large-cell lymphomas, and frequently displays some degree of plasma cell differentiation [45] . We and others have demonstrated that K13 plays a key role in constitutive NF-kB activity observed in PEL cells [9, 46] and is an oncogenic protein which contribute to lymphoproliferative disorders [11, 47, 48] . In the present investigation, we provide a comprehensive picture of global transcriptional changes induced by K13 in PEL-derived BCBL1 cells. BCBL1 cells are infected with KSHV but express very little K13 endogenously and have negligible constitutive NF-kB activity [24, 49] . As such, we chose BCBL1 cells as a physiological relevant cell line to study the effect of ectopic K13 expression on gene expression in lymphoid cells.
We observed that K13 upregulated the expression of a number of NF-kB-responsive genes in BCBL1 cells. This observation was confirmed by GSEA, qRT-PCR as well as analysis of JASPER and TRANSFAC databases. Nuclear factor-kB (NF-kB) is a critical transcription factor involved in the regulated expression of several genes involved in the inflammatory and immune response [50] . Although many dimeric forms of NF-kB have been described, the classical NF-kB complex is a heterodimer of the p65/RelA and p50 subunits and is found in most cells in association with a family . DNA content analysis was performed as described previously [7] and explained in Materials and Method section. (B) Cell survival of T1165 cells with supernatants from 4OHT-treated BCBL1-K13-ER TAM cells. BCBL1 vector-and K13-ER TAM cells were pretreated with 2 mM Bay-11-7082 for 2 hours followed by treatment with 4OHT for additional 72 hours and supernatants from these cells were collected and filtered. T1165 cells were treated in triplicate in a 96 well plate (100 ml/well) with 20 ml of cell-free supernatant collected from cells described above. Seventytwo hours post-treatment, cell viability of T1165 cells was measured by MTS assay as described in Materials and Method section. The values (Mean6SEM) shown are from a representative of three independent experiments performed in triplicate. doi:10.1371/journal.pone.0037498.g005
of inhibitory proteins called IkBs [51, 52] . We have previously shown that K13 activates the classical NF-kB pathway by activating a multi-subunit IkB kinase (IKK) complex [53] , which contains two catalytic subunits, IKK1/IKKa and IKK2/IKKb, and a regulatory subunit, NEMO/IKKc [52, 54] . Activation of the IKK complex by K13 results in phosphorylation of IkB proteins which leads to their ubiquitination and proteasomal-mediated degradation, allowing the classical NF-kB subunits to enter the nucleus and turn on the expression of their target genes [53] . We have also shown that K13 can also activate an alternate NF-kB pathway [9] that involves IKK1/IKKa-mediated phosphorylation of p100/NFKB2 and its slow proteasome-mediated processing into the active p52/p49 subunit that culminates in kinetically slower nuclear translocation of the p52-RelB NF-kB complex [54, 55] . Interestingly, NFKB2/p100 and RelB, the two NF-kB subunits involved in alternate NF-kB pathway, were among the genes upregulated by K13 in BCBL1 cells (Table 1 ). These results suggest that, in addition to IKK1-induced p100 phosphorylation, transcriptional upregulation of NFKB2 and RelB may also contribute to the activation of the alternate NF-kB pathway by K13.
We also observed significant upregulation of TNFAIP3 (A20) and NFKB1A (IkBa) by K13 in BCBL1 cells. A20 is a deubiquitinating enzyme that is known to act as a tumor suppressor in several subtypes of non-Hodgkin and Hodgkin lymphomas [56] . We have recently demonstrated that A20 blocked K13-induced NF-kB activity and K13-induced upregulation of proinflammatory cytokines in a negative-feedback fashion [49] . A20 was also shown to block K13-induced cellular transformation [49] . In addition to A20, K13 upregulated the expression of NFKB1A, which codes for IkBa, the negative regulator of the classical NF-kB pathway that serves to keep the p65/p50 heterodimers sequestered in an inactive state in the cytoplasm [57] . Finally, the expression of SOCS1 (suppressor of cytokine signaling 1), a negative regulator of the JAK/STAT [58] signaling was significantly induced in the K13-expressing BCBL1 cells. The uncontrolled activation of the NF-kB and JAK/STAT pathways has the potential of resulting in uncontrolled inflammatory response. Therefore, induction of A20, IkBa and SOCS1 by K13 in lymphoid cells may serve to attenuate the inflammatory response and thus help maintain a balance between the virus and the host.
In addition to the positive and negative regulators of the NF-kB pathway, expression of RANTES/CCL5 was significantly upregulated in K13-expressing BCBL1 and HUVECs. Further studies utilizing a RANTES promoter-driven luciferase reporter construct demonstrated that K13 upregulates RANTES through the NF-kB pathway. RANTES is a powerful chemoattractant for blood monocytes, memory T helper cells and eosinophils [59] and as such may contribute to the inflammatory infiltrate present in KSHV-associated malignancies. Additionally, RANTES/CCL5 has been shown to promote tumor proliferation, invasion, metastases and angiogenesis [60] [61], which may also contribute to the development of PEL and KS.
K13 also upregulated the expression of Epstein-Barr virusinduced gene-3 (EBI-3), which associates with p28 to form interleukin-27 (IL-27) or with IL-12 p35 to form IL-35. Both IL-27 and IL-35 have immunosuppressive properties [62] . In particular, IL-35 has been implicated in the suppressive function of regulatory T cells (Treg), which contributes to infection tolerance and tumor progression [62, 63] . Thus, it is conceivable that K13-induced upregulation of EBI-3 may not only contribute to immune tolerance of KSHV-infected cells but also promote progression of PEL and KS via generation of Tregs with suppressive functions.
Another cytokine whose expression was upregulated by K13 in BCBL1 cells was IL-32. A recent study demonstrated that the IL-32 promoter contains NF-kB binding sites [64] , which suggests that, similar to the situation with RANTES/CCL5, K13 might upregulate IL-32 through NF-kB activation. Interestingly, there is a good correlation between IL-32 levels and HIV-1 replication in lymphatic tissues and IL-32 was recently shown to play an immunosuppressive role in lymphatic tissues during HIV-1 infection [65] . IL-32 was shown to induce the expression of immunosuppressive molecules IDO (indole-amine-2,3-dioxygenase) and Ig-like transcript 4 in immune cells, which not only block immune activation but also impair host defenses [65] . It is conceivable that the dampening of anti-viral immune response by K13-induced IL-32 induction may enhance HIV-1 replication and persistence, thereby resulting in a synergistic interaction between HIV-1 and KSHV.
A comparative analysis of K13-induced genes in BCBL1 and HUVEC revealed that although K13 primarily induced NF-kB responsive genes in both cell types, there were significant qualitative and quantitative differences. In particular, genes belonging to cytokines and chemokines were highly and differentially induced in HUVEC but not in the BCBL1 cells, with few exceptions, such as RANTES/CCL5 and CXCL10. The differential and robust induction of proinflammatory chemokines and cytokines by K13 in HUVEC may account for the presence of intense inflammatory infiltrate in KSHV associated KS. The underlying reasons for the differential gene induction by K13-induced NF-kB in the two cell types are not clear, but may reflect the presence of lineage-specific positive and negative regulators or epigenetic alterations. It is interesting to note in this regard that SOCS1, a negative regulator of the cytokine signaling, was upregulated only in the K13-expressing BCBL1 cells.
In addition to the NF-kB pathway, genes belonging to a number of other pathways, such as cytokine, death, inflammatory, and antigen processing pathways, were found to be enriched among K13-expressing BCBL1 cells and HUVECs. Similarly, JASPER and TRANSFAC databases revealed the enrichment of a number of transcriptional factors in addition to NF-kB among the promoters of genes upregulated by K13 in BCBL1 and HUVECs. However, there is considerable overlap among the genes induced by the different signaling pathways and transcription factors. In particular, NF-kB pathway is well known for its ability to induce genes belonging to cytokine, death, antigen processing and inflammatory pathways, and to work in concert with other transcription factors, such as AP1 [66] . Therefore, it is conceivable that enrichment of genes belonging to signaling pathways other than the NF-kB pathway may simply reflect this overlap. We also observed that K13 upregulates the expression of a number of chemokines and cytokines, especially in HUVECs, which could work in an autocrine/paracrine fashion to activate a number of secondary signaling pathways and transcription factors, providing an alternative explanation for our results. Studies are in progress to delineate the role of K13 in activation of signaling pathways other than the NF-kB pathway.
PEL display a gene expression profile that is distinct from all non-Hodgkin lymphomas of immunocompetent hosts and AIDSassociated NHL [67] . The gene expression profile of PEL has been defined as plasmablastic as it shares features of both immunoblasts and plasma cells [67] . Interestingly, increased expression of a number of genes found to be induced by K13 in the BCBL1 cells in the present study, including SOCS1, TNFAIP3, NFKB1A, LTB, IL2RG, RELB, RRAD, CCL5, PHLDA2, CIITA, RGS1 and FAS, have been associated with the plasmablastic phenotype in human lymphomas [68] . K13 also upregulated the expression of IL6, a plasma cell growth factor that has been also shown to stimulate the proliferation of PEL cells [69] . PEL cells are typified by their lack of expression of B cell markers [48] . Interestingly, CD19, a B cell marker, was one of the genes downregulated by K13 in BCBL1 cells. Finally, PEL cells are defined by the overexpression of genes involved in inflammation, cell adhesion and invasion, which is believed to contribute to their presentation in the body cavities [2] . Interestingly, in the present study, we observed significant upregulation of genes belonging to all the above categories upon K13 expression. Thus, K13 may contribute to the unique gene expression profile and presentation in body cavities that are characteristic of KSHV-associated PEL. 
Supporting Information
